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AN R B TR AT AR I 5 R
1 Juf

AARAERLE 1 TSP R o B LT AN E ) S Ser AR 5 1% S 4
RHE R UE
ASHR G F T S 037 1R s 2 Hh A TR 1) ARSI E B E o

2 FRyEtE S| st

PN SCAEXS T A SR B FH AR AN AT ey H I 51 S, A0E B AR RRASE
RTAA . FRAE R SISO, HaoihiicR CEAERTE RE SR &H T A .

GB/T 6682 2008 731 S 46 2 FH 7K Fk& Ak s 77 v

GB 19489 2008 51256 = A=) 42 4= il FH BEoR

GB /T 1.1-2020 Fr#EAL TAE SN S35 AnvHEAL SO Al 45 46 ATk B 1000

3 YEmKE

T B A v T A

EBOV: #fd+i#ie: (Ebolavirus) ;

Vero E6: AEINERAEEF4HHE (African green monkey kidney cell) ;
VSVAG-EBOVGP-EGFP: 1ALk th 4t 8 [ IR 1R 308 5 1 GPHk & /K 1 4805

i

TCIDsg: 4% 578 Ys 5 (Tissue Culture Infective Dose) ;

PRNT: Wb oh A5 (plaque-reduction neutralization test) ;

BSL-2: ‘EWu 4225256 = (Biosafety Laboratory Level-2) ;

BSL-4: AWz 4445956 (Biosafety Laboratory Level-4) ;

DMEM: Dulbecco K ffEaglet7#3E (Dulbecco's Modified Eagle's Medium) ;
PBS: iz hZE i (Phosphate-Buffered Saline) ;

FBS: fia4-1fii% (Fetal Bovine Serum)

4 WA

BrAE A RE, A 2 2t .
4.1 /K. GBIT 6682-2008, — /K.

4.2 WA RRE PN RIIE, b BRI R PG /R TE
4.3 AR EE /N RIMIE, B BRI R B G /R
4.4 BERREZE M (PBS) (AL .

45 £10% FBSHIDMEME; 753 (A2 .

4.6 %2% FBSHIDMEME; 773 (A3 .

4.7 Vero E64HIJiY .

4.8 VSVAG-EBOVGP-EGFPY% i

4.9 fafimiE (FBS) .

RTS8 I RAF . ©
RS % . E IERAF . ©

o> o>
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4.10 A5y (0.25%fERE) (A4 .
411 H-HEERBW.

5 WMABE
5.1 FEWi#s, 50 ul~300 pl (22%)
5.2 96FL AN B FE R
5.337°C 5% ARG IEA .
5.4 {5 E D
5.5 3 IE yKAA A IR UKAE -
5.6 ZufOiHEES.
5.7 20 uL~200 pLM k.
5.8 BSL-2Z A=Wy 44
5.9 13I8 %t BET.
6 WG
6.1 4Py
HEAT MR FEAS KA BN NSRBI D 25, T8, B KA TAEIRZER 3715 6 .
6.2 IMiEKE
T RSN, EiGek 37°CEE 60 min. 4CHiE 1 h Zid %5, 1000 r/min 550> 5

min, WeEE B3, -20°C LA ARAEF K
PSRN VEANC KB R S0 s, Il M. = AN SR T EE

S,
JCn o

7 PRNT 236 #:1E

7.1 AR

ASHS IR 7 A2 GB19489-2008 1) BSL-2 2 B % 4 S = W HEAT o HEAT A 52
REORHURGE C 5 T8, Kl TR RS 3 15 t -

7.2 MEHES
7.2.1 JREFEHE

¥ VSVAG-EBOVGP-EGFP #2:f4-T Vero E6 HL 240, 37°CU I 1 h J&, A3 LI MR,
TINZERRH, B 5% ALl (CO,) RiFfaL:sE, BEHMWE, Ki3F 48 h slFFar i e

15 90%LA b, WO EE BTE, 3 L muUdi, B-70°CIRAF & .

7.2.2 FMIE



7.2.2.1 ¥IRIGAE 96 LA LMl 107~10° Fikk, AR (E 8 FL, AL BB 50 pl,
TINZHMLE 100 pL (BEEZTHE 310° M), AEH 96 FLAR ¥ 8 FLAHARRTIE.

7.2.2.2 B 5%CO, 1348 37°CH3%, 48 h G MBS 7¢ Il .

7.2.2.3 4% Reed-Muench A1 EIREE I EE (TCIDso/mL) o

7.2.3 40

T 2 10%FBS ) DMEM 35723535 Vero E6 41, 1 4 T75 4R FR IR (4
15 mL ZAE5 3R 35400 48 h J5, FTUUHT 4 $ 96 FL (BFFLANAEZ N 310" 41/
L) ZHA B FEAR ARSI .

7.2.4 M7EKIG

PRAPEMLIE . BIVEIMIE . AR L&A 56°C F 30 min KiEAMAE. KIS, A4 MLIEREAE
56 CAEIRAISHIA, ZKIf s T MW, (EAZHR AR G =

7.3 KA
7.3.1 XHRKE

—— YA R B4 FLIEF MRS, BRI AL M2 100 uL (RFZETHE 3>10° M4
).

—— B MmE XS R 1 4 FLBAPEXT R, A FLINEA I fiE A1 100 TCIDsy/50uL 975 5 B i 4%
50 pL, FHIIAZHAER 100 L (BFZETHE 3%10° ML) .

—JRFREIAX I, KR EH A 2% FBS ) DMEM £ 98 MR 100, 10, 1.
0.1TCIDs/50uL, FEANFRREFEAE 4 £L, TEFLINA 50 pL i 82001, FFFLAb B & 2% FBS
ft) DMEM #5955 50 uL, FANAGHLER 100 pL (2 TH4 3<10° M),

— AR R . KBRS AR 1:4. 1:8. 1. 164 1: 32. 1: 64 Wikt, T MRE
1E 4 5L, BEFLINEFRBERE R M ML A 100TClDso/50pL 7 B 2 %% 50 L, FIIA
BV 100 pL (RFZETHE 3x10° AN .

—— MRS IR A Bl Aoy I3 S AL MR FE i 1 FLERPEXT IR, AL 0 &% A0 B I3
50 uL. 7 2% FBS ] DMEM #5357 3& 50 pL A4 3% 100 pL.

7.3.2 MiEHRE
BRI PARINIE M 1:4 JFAR LM 2 (515 LLRRRE, 3 1. 4096, & MEFEEE 6 ML,
B LN % FRRE B2 I 50 uL.

7.3.3 S IMIE A
o5 1 FUE RIS TR R, IIAFRBR 50 uL AR 100 uL (BFZ2TH5 310° A4
M) 5 2 FL~2F 6 FLAIE R EE L, FEFLINA G 883 50 pnL(100TCIDs/50uL), fE¥ 3 min~5

min, & 37°CHH 60 min (ASEEE 90 min).

7.3.4 FFhdn



7.3.4.1 W4 553% 48 h (1) Vero E6 4 s ] PBS kit —iX, 7% PBS J& i HEEG-EDTA WiH b4t
L, FRAHHO IR 45 FL o VR i, NS SRR AT 2 B A

7.3.4.2 S EISSIMBIEEAT AR B, TSRO AR R BT 340° N
7.3.4.3 R IR B 1 75 BRI L7 A4 ot 00 7 B DA, 3 75 8 B2 L7 o) A LA
IoF 1 1375 5% HEAR AL A% 4 AL

7.3.4.4 [ 7.3.3 HR 55 3 AN 3R 56 LA I B 2 100 uLCRFZE T 310° AN LD .
7.3.45 & 5%CO, % 37+46 37 CHE %,

7.3.4.6 }5FF 48 h Ja MR a5 5 IRl k.

8 4R EHE
8.1 WENF

PR AL B R REFL A L FLIRT %2
8.2 WL MEELE ALF e

8.2.1 B AL Ak

FERIE 2O RMEE PRSI E A FOu, BRI ME, 4 8 [0
100. 10. 1TCIDsy/50puL 4x#BHILE A2 E(5 5, 0.1TCIDs/S0uL oLkt a5, FAPEM
TEXTIE S I A R I H MO R L I B FR A LI, T REAT R, A
[ A 4H MR 7% 48 h G

8.2.2 4 RFE SN ITE

5 R [F1 X R 100, 104 1TCIDsy/50uL 4= B I ZR 75 {55, 0.1TCIDso/S0uL Josk
OSSP IR BIPEMER E  IEH 40 M IR L L3S 2 M0t BB 4 e i, 7
AIREATHIE -

I 5 I E] A4 3% 9% 48h.

Y FLIERIA SR H N R A, Rk eI . 0o i a4
s 8 P %o o7 441 L L P B PR A BE P ALK, #4718 Reed-Muench 7 725550 Hi I3 F4) R R0 44
2 s ORI A >3 Slog2 ) 340 A I 75 Hh R AR B 1



MI% A
CRRYE PP
R
A 1 WAERELSE iR (PBS)

PRIV AL E485.00 g TEFRE —4AN15.49 g BEMR —E4N2.03 g, INEETKIGMHE, ERE
10L, PA2 mol/LEEAANAEAZEpH 7.4, & 5 KH G SRR

A.2 & 10%H8 4 &/ DMEM 1555 %

TR EHNDMEM #5377 5:445 mL, MG MIES0 mL. -4 8 25 mL. 4°CHRAF .
A. 3 & 2%BALFINERY DMEM 15 555

TR EHNDMEM #5377 4:485 mL, MIAJGAEMIEL0 mL. -8 2 IE5 mL. 4°CHRAF .

A 4 SRR

Iy 25¢9
2 2./ 4 (EDTA) 029
ToA5EE PBS 1000 mL

ILUERRTA o



Mi% B

CBERHE B )
VSVAG-EBOVGP-EGFP i E ity . ki 5% &

B. 1 #A#IFMIXF

B. 1.1 f/EHk

AWPE D %% 3 (Vesicular Stomatitis Virus, VSV) S [ ig A& #0E 2 48t b B RO R
B Iy 7RV S PR T A PiT EE E N S 3R R0 5 RV AR S = N, A R TURE R S AR A
B. 1.2 HfS AL

HEK293 4/ VeroE6 4 H A bR} 2 e g /K Vs 4 B it 9t i B 22 N85 3 2 15 2
PESN KT RIE AIRAE . BE 7. dHEEFRMOA & 10%015 4 L% ) DMEM.

RIEGETOCE A M EH VSV 2 FE R H v [ FURL pCl-VSVFL-EGFP K4 B ik pCI-N
pCI-P. pCI-L Hi b [E A bR B b AR Ve 24 B BT 97 P B 3 A 28t m 5 5 20 AR 6138 [ BA
AE A N

% EBOV PUIEi1T#k Makona ¥k (GeneBank: KP178538.1) ] GP )3 K] 5 41| 4% [1f
I PN D IR E X GP B AT N D&M Ak & i,  FIRFFERCIR %00 ATG | 4>
MBI VSV s . &1k K Kozak F51.

B.1.3 X5

VSV AL 2H SefE ik pCl-VSVFL 4Bk pCI-NP. pCI-P. pCI-L A E & E
SRR RV S PR A ST B N L R 5 R A SRR AR I A . fRAF . iR E DNA K
4 (Phanta Max Super-Fidelity DNA Polymerase) . 1% 5u [% 175 & (ClonExpress Ultra One
Step Cloning Kit) 1 H F s B 4E 5 AR IR AR A F] . X-tremeGENE™ 9 DNA #% 44X
A E Merck 7. $it EBOV GP & H 5y BEdi s thil B Ak m SGEM M B A G RR A F .
DPHH (TRITC) FricMILESi% 196G, BRI AMYIEE (HRP) Fric i ilEHi% 19G W H
RS AEMEAREGIRAF . 4R 5 28R /KB AIRA R . DMEM #5378
T [ G A 2 B B 3 B G A PRA ]

B.2 &
B.2.1 fix& EBOV GP R EH/KBMOXRKRENESIERK

7EJFkL pCl-VSVFL-EGFP (f3Eft =, I Nhe I FRA&E A UIBEL A Z TR, FFETIR
[EU . A3 EBOV GP JE[K| 541 [ £k %4k, pCI-VSVFL-EGFP Jii ki 5 41 it R YR B4 51 4. 3k
TiZFEJREHSIY, FIH PCR BARY 1 EBOV GP KK, FEHEATREIL. FH — bk
SRR AL, B IR RT3 1) EBOV GP [ o & = 4k AL ki pCIl-VSVFL-EGFP H1, 3k
S5 4 JF ki pClI-VSVAG-EBOVGP-EGFP.

¥ HEK293 4 sl T/ LA, BT 5%CO0,. 37 CH MR RiFE. ARkl
Y2 A 80%-90%I, KA F AL Juvk, B EUAFR pCl-VSVAG-EBOVGP-EGFP ¢
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BT R pCI-N. pCI-P+ pCl-L LA YL 2 Z A0, #5Y%)5 48h S HUBr i RE 72 . I %65
B, B H WS A S SRR MR IA S L, GRS O % E ik 50%
ML Lan L3, &35 )E-T0°CHRAfE, HEAWF MmN VSVAG-EBOVGP-EGFP, H4
JREEA FL AR,

B.2.2 EAREBHENR

Ha o oA KA Vero E6 41 (3x10° 4 /mL) 4T 6 FL4futt, BT 5%C0O,. 37°C
WA TR frgi i 2 2 HARTFLIRI, K 10 f840 8 1 E 407 5 VSVAG-EBOVGP-
EGFP 0 FH L, LS 2% FBS [ DMEM R 9536 A Kl oa it . B H W 228 7L
MR RIETE DL, HLr TS % E ik 90%T, kg ik .

B.2.3 E{HRBLTE

X E 218 VSVAG-EBOVGP-EGFP, #HUE RNA #HT RT-PCR %552, HM A BKIE
°4 2100 bp, PCR F BT HIN 5 H T H—5L.

F E 4 %5 VSVAG-EBOVGP-EGFP (MOI=0.01) YLt 5771 Vero E6 i,
VSV-EGFP R4l i/ AT . 48 h J5 LA 3% % K S [E e 4if, LAt EBOV GP & H#
SR HUAR N — BT, TRITC FRic B 2E 5% 19G A 4T, IFA K EBOV GP & (13K 1% .EBOV
GP EARM B, H5WHEHGRIEANGORNES.

FH E 4H9% 7 VSVAG-EBOVGP-EGFP (MOI=0.5) %% Vero E6 #iifitl, VSV-EGFP #:Fh
AR G 48 h JE OB RE 4R i, B I FE b AT SDS-PAGE HLVK FFH% EN 42 PVDF JE,
DLt EBOV GP L fEHiIAN—Pi, HRP ARt ilEditk 19G A _HL, Western blotting &
I EBOV GP HEHMFKIA. EBOV GP HiifEdifANil 5 VSVAG-EBOVGP-EGFP & 4L 4 fifl
FEM KRR VR RN, 26052979 120 KD, VSV-EGFP JEH% (4 MRE i To s Sk 46 B TC s
L EY IR i

B.2.4 EHKRFNSMINE

¥ VSVAG-EBOVGP-EGFP fif 107"~10° ke, ke (15 22 96 FLKR, AEFLAn

N 50 pL iR BRI, FFLENTE S 2% FBS ) DMEM #5953 50 pL, FINAZHAEER 100 uL

(BZTHE 30N , FAFREE 8 7L, bk 96 LI 8 FL4TIXTIE . B 5%CO,

FEIRAE 37 CHEFR, KiFE 48 h G MR IFid k. 4% Reed-Muench V2115000 5 = 1 25
#r (TCIDse/mL).
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